Serum-free neuronal cultures. The data referring to 10 µM SP inhibitor originated from 35 pups over 6 cell culturing sessions, while the data referring to 1 µM originated from 12 pups over 2 culturing sessions. All the cultures were produced, maintained, and handled as described in the main text, with the exception of the following elements. The plating density was reduced to 2'000 cells/mm 2 to improve the rate of cell survival, over at least a period of 3 weeks after plating. Half-volume medium replacements were carried out every two days as for the normal cell culturing protocol. However, fresh medium without serum was employed in this case, aiming at a slow reduction of the serum content in the medium. Cells cultured without serum were exposed to neurobasal medium, supplemented with 10% B-27, 50 µg/mL gentamicin and 0.5 mM L-glutamine. To further increase survival rate, 5% heat-inactivated horse serum was added to the culture medium but solely on the day of cell plating. Through each medium change, the concentration of serum in the medium was gradually reduced over a period of 18 days.
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Pharmacology and experimental protocol. Serum-free MEAs were treated in a similar fashion as the serum-positive cultures, except that they were exposed to a single concentration of the inhibitor (1 µM or 10 µM), and that recordings continued for 2h after compound addition.
Extracellular electrophysiological recordings.
The electrophysiological activity of serumfree MEAs was recorded at DIV20-22, using the same procedure and equipment described in the main text. The standard deviation or dispersion (D) of the log10 (ΔC) distributions increases over time, but in the same manner comparing the effect of the compound and the control.
